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1.1
11 Oryza sativa L. subsp.japonica.

pDsBar1300H" Ds pUBITs Ac
EHA105  Jefferson
1.2

§ Ac Ds
11 23 Ac
109 387 Ds
500
1.3 PCR  Southern
1.3.1 DNA ’
DNA Sg
20ml.  65°C
100mmol/L. Tris-HCl pH8.0 20mmol/L. EDTA
500mmol/L. NaCl 1.5% SDS 40min
/ 24:1 60r/min 20min 3500t/
min 15min 0.8
DNA TE RNA

3mol/L 100% DNA
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Southern blotting ~ PCR 0.5~2h
1.3.2 PCR P, 5’ ACAAT- 1.4
CTCCGAACCAAGACG 3" P, 5" CATTGAGCCTATAAG - T,
TACG 3’ Ac PCR 95°C /4min
94°C/30s 55°C/30s 72°C/1min 30 72°C/10min T,
P, 5° GATGAAAAACGGTCGGTA -ACG- 157
GTCG 3" P, 5" GATGCATGGGCTGTTTGCTGTCG 3’ 157d 40 ~ 45cm 157D 100
Ds PCR 95°C/4min 95°C/  ~110ecm 1 3:1 157D
30s 58°C/30s 72°C/Imin 30 72°C/10min
Sambrook ~ ° 3 1 157d
25uLL PERKIN ELMER-9600PCR
0.8% 380b
1.3.3 Southern DNA 1 3808
EcoRI EcoRI  Pst1 380F
0.8% 35V 15h
DNA
DNA ECL
Amersham Southern 1.5 RAPD
0.5mol/L NaCl 5% 157 380b RAPD BSA
42°C 1h
42°C 1 urea Smol/L Sangon Si-Si0 San1-Saso
0.5x SSC pH7.0 0.4% SDS 42°C 2 95°%C /4min  94°C/1min-36°C/min-72°C/1min 35
10min 2 x SSC 2 5min 72°C/10min Clark M S
1 H,0, 2 25,1, 1.4%
Imin X
1 380F 157D 3803 157d
Fig.1 Transgenic rice mutant 380F 157D normal 380S male sterile 157d dwarf mutant
23 15:1 55
2 T, 1 1
21 T, T, 2 1 1
pDsBar1300H" Ds 302 T,
Bar Basta 63 21%
Ds
T, 0.1% Basta 94.4% T,
Basta 279 T,
0.1% Basta 201 3:1 © BRI F M MTRTIRAHES htto:// journals. im. ac. cn
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Ac 920 Ds T, South-
1D R ern blotting
Basta 3A 34 380F 380S 5 6
T, T, 157D 157d
T,
i1 Basta
2.3 RAPD
3:1 1 157d 1 157d 157D 5
380b Basta 380S 380F 5
9
1
Table 1 Statistical analysis of mutants DNA
_ Separatie ratio of T, A kb
Mutant types Independent lines generation —25
Dwarf and more tillers D 1 107:29 [—29
Dwarf and normal tillers R 5
Dwarf and fewer tifllers R 1 9:20
Color plant D 1 36:3
Chlorosis R 3 11:37 one line b2 3 4(@)e<7 & 9 10
Early heading R 13 4:10 one line 2A  pUBITs PCR
Late heading R 3 Fig.2A  Identification of plasmid pUBITs transformed
Male sterile R 3 12:24 one line rice plants with PCR amplification
Albino seedling R 19 33:100 one line 1~ 7. Transgenic rice 8.CK
Yellow seedling R 8 14:40 one line 9.Plasmid 10.1kb ladder
2.2
PCR 23 Ac T,
19 DNA 1.6kb
2A 100 Ds T, PCR
Basta 900bp B
Ds 2B Ds T, Southern blot- 1 234 5 6 7 8 9101112131415
ting EcoRI 2B pDsBar PCR
Fig.2B  Identification of plasmid pDsBar transformed
DNA rice plants with PCR amplification
3A EcoRL  Pstl 1 ~ 12. Transgenic rice 13.CK 14 Plasmid
DNA 3B

Ds

3A B

15.100bp ladder

<1.6kb

DNA  Southern

Fig.3A B Southern blot analysis of transformants DNA allowed to hybridized with

ECL labeled 900bp Ds fragment of pDsBar 1300H"
A.DNA was digested with EcoRI. 3.380F 4.380S 5.157D 6.157d

B.DNA ws digested with EcoRI + Pstl. 1~ 7. Transgenic rice plant
© HERMERPEVARAATHKSHwEE htto://journals. im ac.cn
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2.3.1 157 RAPD 160 2.3.2 380b RAPD
PCR 157d 160 PCR
CK 157D 142 380S CK 380F
81 3 160 145 90
2 3 3 S79
S60 850bp 500bp 380S CK  380F
CK 157D 157d S67 S81 2.0kb
230bp CK 157D CK  380F 380S 4B
157d 4A 3
12345678 910111213
4A B DNA  RAPD
Fig.4A B RAPD products of transgenic rice
A.1.100bp ladder 2 5. CK 3 6. 157D 4 7. 157d
B.1.100bp ladder 2 5 8 11. CK 3 6 9 12. 380F 4 7 10 13. 380S
3
12-15
'@ AgrEvo Basta
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Construction of Transgenic Rice Populations by Inserting the Maize Transponson
Ac/Ds and Genetic Analysis for Several Mutants
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Abstract An efficient and rapid gene transformation system of rice mediated by Agrobacterium tumefaciens was used. Calli in-

duced from immature and mature embryos of Zhonghua No. 11 a japonic rice variety were cultured with the A . tumefaciens strain

EHA105 harboring the superbinary plasmid pDsBarl300 or pUBITs separately and more than 400 independent transgenic lines

inserted Ds element or Ac fragment were obtained . Some visible mutants in Ty or T generation were found consisting of disease

resistance albino dwarf male sterile chlorosis early heading late heading stripe etc.From the phenotype analysis a few muta-

nts such as dwarf and male sterile seemed to be linked to the Basta resistance and the transposon .
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